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Abstract

Alzheimer’s is a neurodegenerative disease, causing memory and cognitive skill problems.
There is currently no e ective drug or treatment and the assumption is that the number of
patients with AD will only increase. Therefore research in AD is of great importance. The
main objective of this research is to identify the molecular functions and biological processes
which are di erentially expressed in AD by means of a consensus network. Datasets from
STRING, WikiPathway and KEGG have been combined into a consensus protein-protein
interaction network (PPIN). Overlaying these networks with gene expression data allows for
identi cation of di erentially expressed proteins present in these PPINs. From these data
the essential proteins APP, APOE, Beta-amyloid and Tau are not statistically signi cant
and thus not di erentially expressed, which was not as expected. After further research, the
top three di erentially expressed proteins are MPO, SELE and ERG1. With further analysis
and functional enrichment analysis it can be concluded that the molecular function protein
binding and the biological process response to organic substance contain the most di erentially
expressed proteins. Further research such as proteomics, GWAS and TWAS will allow to
validate these gene expression results.

Keywords: Alzheimer’s disease, protein-protein interaction networks, gene expression,
functional enrichment analysis.
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1 Introduction

1.1 Alzheimer's disease

Alzheimer's disease (AD) is an irreversible neurodegenerative progressive disease causing memory
loss, cognitive skill problems and behavioral changes. AD is one of the well-known forms of dementia

[ ]. AD consists of two subvariants. Early-onset AD (EOAD), diagnosed before the age of
65, and late-onset AD (LOAD), diagnosed after the age of 65. EOAD makes up 6% of the total
AD patients [ ]. There is a signi cant di erence between these two variants) ]. Itis
therefore important to point out that this research is focused on LOAD.

There are several important proteins involved in causing LOAD, namely Amyloid Precursor Protein
(APP) and Tau.

The APP is classi ed as a type | transmembrane protein. APP's function is to regulate the forma-
tion of synapses, which in uence the communication between neuroris] ]. The APPs are
eventually broken down. This is done via - and -secretase, which are enzymes that cut up the
APPs. The formed peptide is soluble. However, in LOAD, -secretase breaks down APP, instead
of -secretase. This results in insoluble peptides, Amyloid Beté/j ]. These will build up to
Beta-amyloid plagues. The Beta-amyloid plaques disrupt the signalling between neurons([ ].
The protein Tau is located in the microtubule of the neuron cell. Phosphate groups bind to Tau,
which changes its structure and are then released from the microtubule. This results in accumulation
of Tau plaques inside the neuron, which are called neuro brillary tangles. These can eventually
provoke apoptosis of the neuron cell | ]

The gene APOE 4 helps to break down the Beta-amyloid protein. If this gene is disrupted it will
increase the risk of LOAD. Since the Beta-amyloid proteins can not be cleaned up, these start to
accumulate into plaques in the brain [ ].

The number of patients with dementia will increase. It is estimated that there will be 74.7 million
dementia patients in 2030 and already 131.5 million in 2050. 50 to 70% of dementia is caused by AD
[ ]. It is therefore crucial to further research AD in order to produce an e ective medicine
or treatment.

1.2 Protein-protein interaction networks

In protein-protein interactions (PPIs) two or more proteins are in physical contact. Protein-protein
interaction networks (PPINSs) visualise the communications and interactions between these proteins,
which can reveal functions and pathways within these PPINs [ ]. Two interacting proteins
are represented as adjacent nodes and connected via edges. A protein is considered a hub protein if
its connectivity to other proteins is above the average connectivity in the network. These highly
connected proteins tend to be located at the center of these networkgl[ ]. The removal

or change in gene expression levels of these hub proteins has a major impact on the network's
topology, in uencing the function of the proteins around them, indicating the signi cance of these
proteins | ]. PPIs and PPINs can help to identify potential drug targets and subnetworks that
are associated with a speci c disease. This provides understanding into the underlying mechanism
of the disease [ 110 ]



1.3 Research statement

The objective of this thesis project is to perform functional pro ling of the protein interactions
present in the PPINS, allowing to discover their activity levels and functional characteristics through
network topology aiming to identify up- and downregulated protein pathways in AD through a
consensus network. This thesis project aims to answer the following research question:

RQ: Which molecular functions and biological processes can be identi ed as di erentially expressed
in AD through a consensus network?

These questions will be answered through consensus PPINs, after which the hub proteins and their
interactions will be identi ed. Since most of the important dysregulated proteins are already known,
see section 1.1, particular attention is paid to how these proteins in uence their rst neighbours
and second neighbour proteins. The results are combined with gene expression data, allowing the
identi cation of the dysregulated pathways. Although much research has been done on dysregulated
proteins in AD, it is very important to identify how these proteins in uence molecular functions and
biological processes in AD, which can be derived from the consensus network. The answers to these
guestions can help gain inside into the underlying mechanisms of AD, as new important pathways
and connections may be discovered. This might contribute to potential novel drug targets.

1.4 Related work

Previous research has been conducted in which consensus PPINs were constructed for AD.

In the study of V. Srinivasa Rao et al. | ], a consensus PPIN was made. However, this was
done via text mining, which is a technique that extracts information from structureless text and
can be prone to errorsf ]. This technique won't be used in this thesis project, instead direct
datasets from PPIs databases were used. In addition, the study of V. Srinivasa Rao et al. hasn't
identi ed the functional enrichment terms of molecular functions and biological processes present
in the PPIN.

A more recent study from Xuemei Quan et al.(l ], suggested a method to identify di erentially
expressed genes in AD by means of combining mRNA expression data and a constructed PPIN.
However, their approach di ers from this thesis project, since they used the screened genes from
previous identi cation of di erentially expressed genes that overlap with the PPIN. Hence, they do
not create a consensus network from di erent databases, but use expression data.

Gene expression data will be applied in this thesis. In the studies of Ra aella Nativio et al. a
meta-analysis was done where gene expression, proteomics and epigenomic data were obtained.
They concluded disruption of chromatin regulation in AD. The two gene expression datasets of
Ra aella Nativio et al. were used in this thesis: GSE104704\[ ] and GSE1596991 ].

1.5 Thesis overview

The aforementioned chapter contains the Introduction Section 1. The important de nitions needed
to understand this thesis are provided in Section 2. Next in Section 3 the exact method followed in
this thesis is described. The obtained results are displayed in Section 4. The thesis concludes with
a conclusion and discussion in Section 5. Finally, further research is described in Section 7.



This bachelor thesis was conducted at LIACS (Leiden Institute of Advanced Computer Science)
under the guidance of my supervisor Dr. K.J. Wolstencroft. The consensus PPINs were created in
collaboration with fellow student, Aster de Boer.

2 De nitions

The following key de nitions provide a clear understanding of the di erent terminologies and
concepts used in this thesis.

3

A

Consensus network: combines PPIs from several databases in order to come to a consensus,
resulting in a more reliable and robust PPIN.

Cut-o score: determines the number of interactions that are allowed. The lower the cut-o
score the more interactions and thus more edges are visualised in the consensus network. A
cut-o score of 0.4 and 0.7 was used in this thesis project. These are annotated by either
consensus(0.4) or consensus(0.7).

Network expansion: both consensus PPINs were extended further with second neighbour
proteins allowing for the possibility to gain new insight into the molecular mechanism behind
AD. The di erence between a PPIN with expansion and without expansion is distinguished
by the following notation: consensus(0.4)+expansion or consensus(0.7)+expansion.

GEO identi er: two di erent datasets, GSE159699 or GSE104704, were used to overlay the
consensus networks with gene expression data. The speci ¢ dataset is indicated prior to the
type of consensus network. For example, GSE159699+consensus(0.4)+expansion.

Method

3.1 Data retrieval

Data creating the consensus network were retrieved from the databases Kyoto Encyclopedia of Genes
and Genomes (KEGG), WikiPathways and STRING. The datasets were found by searching in the
described databases with the keywords: \Alzheimer disease", \Alzheimer's disease", \Alzheimer's
disease", \Homo sapiens”, \Beta-Amyloid" and/or \Tau". Cytoscape (version: 3.9.1) was used as
application tool in this thesis.

A

A

KEGG: the dataset with entry map05010, which can be found on the KEGG website,
was downloaded as KGML le. The package€yKEGGParsgwersion 1.2.9) andKEGGscape
(version 0.9.1) were applied.

WikiPathways: the pathway with WP5124 was found in the WikiPathways toolbar in Cy-
toscape or on the WikiPathway website ]. See Figure 4. Installation of the package
Wikipathways (version 3.3.10) is needed.



" STRING: the dataset with DOID 10652 was used as STRING network. This network was
retrieved by searching for 'Alzheimer” in the STRING: disease query toolbar in Cytoscape.
The following settings were applied in order to import the STRING networks. The package
stringApp (version 2.0.1) was used.

{ Select: Alzheimer's disease: DOID:10652

Network type: full STRING network

Con dence (score) cuto: 0.4 or 0.7

Maximum number of proteins: 2000

Lt T et W e WY e

Options: Load Enrichment Data turned on

3.2 Data preparation

In order to merge all the datasets and form a consensus PPIN all the data were preprocessed. First,
the UniProt identi ers (ID) were added to the data present in the networks. The speci ¢ method
of how this was done di ers per dataset.

The KEGG network uses a di erent naming convention, namely hsa (Homo sapiens). A hsa
identi er is assigned to a single protein or complexes of multiple proteins. The hsa identi ers
forming a complex of multiple proteins must be split into individual proteins, after which all
hsa identi ers were converted to the UniProt IDs. This process was performed by a fellow stu-
dent, Aster de Boer, all necessary les for this process can be found on De Boer's GitLab:
https://git.liacs.nl/s2955199/alzheimerconsensus. See Figure 5 for the visualisation of the network.

For the WikiPathway network: a Python (version 3.10.8) script was written to convert the col-
umn \Type" with the values \GeneProduct” to UniProt IDs, see my GitLab repository for
the written code: https://git.liacs.nl/s2839334/alzheimer-WikiPathway-convert-ids. The libraries
xml.etree.ElementTree (version 1.1.0),unipressed (version 1.1.0), pyWikiPathways (version
0.0.2) andpandas (version 1.5.3) were applied. This method converts 80 more Gene Products than
the manual UniProt ID mapper webtool and thus incorporates more proteins in the nal consensus
network [uni]. The generated Excel le was imported into Cytoscape on the WikiPathway network,
via File! Table from le ! import columns from table (settings)! OK. The following settings
were used:

" Where to import Table Data: to a network collection
" Network Collection: WikiPathway network

" Import Data as: Node Table Columns

" Key Column for network: shared name

" Case Sensitive Key Values: turned on

Second, the KEGG and WikiPathway networks were extended with the information from STRINGIfy,
Apps! STRING ! STRINGIfy network. This ensures that nodes and edges present in the pathway
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PPINs are recognised by the STRING database. If these proteins are recognised by the STRING
database then additional information is added to the pathway PPIN. The additional information
contains evidence of the protein presence in di erent \tissues" or a di erent naming convention,
such as \canonical name". These are relevant attributes later in this process. The settings used for
creating the STRINGIfy networks are:

" Column for STRING query: UniProt
" Include unmappable nodes: turned o
" Map nodes to compounds: turned o
" Species for the query: Homo sapiens

As explained in the de nitions section 2, the cut-0 score determines the number of interactions
that are allowed in the network. The lower the cut-o score the more interactions are permitted.
Since a consensus network with a con dence cut-o score of 0.4 and 0.7 was created, the networks of
KEGG and WikiPathway must also comply with this. This was achieved by adjusting the con dence
cut-o score, by means of: Appd STRING ! Change con dence or type. The settings used were:

" Con dence cut-o score: optionally 0.4 or 0.7
" Network type: full STRING network

Ultimately, the empty values in the \canonical name" column must be removed in all networks,
including the STRING(0.4) and STRING(0.7) networks. If this is not removed, Nan values will
arise which can cause problems with merging the networks. These values were removed by means
of a lter, Filter ! click plus sign! choose column lter! select Node: canonical name select
doesn't contain! Apply. The nodes without a canonical nhame were deleted by: Edit Remove
selected nodes and edges.

Figure 6a visualises the KEGG(0.4) and Figure 6b presents the KEGG(0.7) networks. Reference is
made to Figure 7a for the WikiPathway(0.4) and Figure 7b for the WikiPathway(0.7) networks.
Finally, Figure 8a, presents the STRING(0.4) and Figure 8b the STRING(0.7) networks. See Figure
1 for a work ow of the followed method.

3.3 Creating consensus network

The constructed consensus PPINs are undirected graphs, where nodes represents proteins and edges
represent the interactions between the proteins. PPINs are considered scale-free, meaning some pro-
teins have a high degree of connectivity which are considered hub proteins, but most proteins in the
PPIN have a low degree of connectivity. The cut-o score represents the amount of evidence needed in
order to provide an interaction. The lower the cut-o score the more weaker interactions are allowed.

The di erent networks were merged to create consensus(0.4) and consensus(0.7) PPINs. This was
done in Cytoscape using: Tools Merge! Networks. Union ensures that all information from all
data sets is merged. The \canonical name" column was used to merge the networks together, at



Figure 1: Work ow of the followed method.

the Advanced Option tab.

Subsequently, additional proteins were added to the consensus network. This further expansion
allows for more captured interactions and may lead to new insight into AD, since these PPI aren't
captured by the datasets used in the consensus networks. Both networks were expanded by: Apps
I STRING ! Expand network. The following settings were used:

" Number of interactors to expand network by: 2000
" Type of interactors to expand network by: Homo sapiens
" Selectivity of interactors: 0.5

This added two thousand second neighbour proteins to the network. Second neighbours share
interactions indirectly with the proteins already present in the network. These proteins expand the
original consensus network and thus may reveal new important protein pathways and drug targets.

Both networks must be Itered for the column: \tissue nervous system”, providing evidence for the
presence of the protein in the nervous system. This attribute was chosen since it is accepted that
most proteins involved with AD are located in the nervous system. However, the fact that there is

no evidence doesn't imply that the proteins aren't part of the nervous system. Since a few proteins
didn't contain any evidence, it was decided that those proteins weren't removed.

See Figure 10a for the consensus(0.4) network and see Figure 10b for the consensus(0.7) network.
Figure 9 visualises the consensus PPINs without STRING expansion.
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3.4 Network Analysis

The topology of the networks was analysed with the Analyze tool in Cytoscape. See: Tobls
NetworkAnalyzer! Network Analysis! Analyze. Choose as Network Interpretation: Treat the
network as undirected. Using this method, the hub proteins in the networks can be identi ed based
on the \degree" indicating the connectivity of the protein. The analysed topology features are:

~

Number of nodes.

Number of edges.

Average number of neighbours.

Network diameter: the longest distance between any pair of two nodes.
Network radius: the shortest path between the most remote nodes of the PPIN.

Characteristic path length: is the average length of the shortest route between each pair of
nodes.

Clustering coe cient: average of the number of connections the neighbours of a node have
with each other in the whole PPIN.

Network density: the extent to which a network is fully connected by comparing the proportion
of the number of interactions a node can have with the maximum number of possible
interactions the node could have.

Network heterogeneity: the likelihood that a network incorporates hub proteins.

Network centralization: the measure of nodes that have a much higher degree than other
nodes in the network.

Connected components: subgraphs in the network where all the nodes are fully connected

[Jia22].

See Table 1 and 2 for the results.

3.5 Expression data

By using expression data, it is possible to identify up- or downregulated proteins present in AD.
These proteins are dysregulated in AD compared to a healthy control group. This is achieved

by overlaying these results with the consensus networks, which allows to identify di erentially
expressed proteins.

The data used for this process were obtained fro@EO RNA-seq Experiments Interactive Navigator
(GREIN). GREIN is an interface where GEO RNA-seq data can be analyse®| ]. These
datasets are originally published orGene Expression Omnibug¢GEOQ), which is a database for gene
expression data ff ]. The data was found by searching for \Alzheimer's" and \Alzheimer's dis-
ease" in the search bar on GREIN's website. The dataset with GEO accession numbers: GSE159699
and GSE104704 was applied. These datasets were selected based on the comparison made between



healthy elderly people and patients with AD, where no other conditions are implied. In addition,
these datasets were recently released.

The GSE159699 dataset contains 30 samples of elderly people, young people and AD patients.
These samples were taken from the hippocampusL] ]. The GSE104704 dataset also con-
tains 30 samples comparing the elderly with AD patients. These samples were obtained from the
lateral temporal lobe. In both dataset RNA-seq was applied as a high throughput method [ i

The datasets used were obtained by: Analyze datasket Factor of interest: characteristicsd Sample
selection: Speci c samples Select experimental samples: all the AD samplés Select control
samples: all the old samples Type of comparison: Two group without covariated Generate
signature.

The consensus networks contain aansemble protein id(ENSP). The generated data set from
GREIN consists of anensemble gene iENSG). A Python (version 3.10.8) script was made to
convert the ENSP values in the consensus networks to ENSG values. The libraries used were
pandas (version: 1.5.3) andBiomart (version: 0.9.2). The code is available on my GitLab: https:
/lgit.liacs.nl/s2839334/alzheimer-WikiPathway-convert-ids. These ENSG values were then added
to the consensus networks, after which the GREIN dataset could be merged on the ENSG value.
There are several values in the dataset present. THegarithm of fold change(logFC) is an
indication of the variation in gene expression levels under di erent condition$[<14]. A positive
value indicates upregulation of the gene and negative values indicate downregulation of the gene. By
performing multiple testing, which is the case with measuring gene expression levels, the likelihood
of false positive results increases. Thedjusted p-valuecorrects the original p-value for multiple
testing, which decreases the rate of false positives. A gene is considered statistically signi cant and
di erentially expressed if the FDR adjusted p-vale is below the threshold of 0.05. | ].

3.6 Clustering

Clustering the networks identi es highly connected subnetworks. The clustering of networks also
identi es di erent biological processes and functions through the connection with other proteins
within the subnetwork [ ]. The MCODE extension in Cytoscape enables to cluster networks.
MCODEersion 2.0.2 was applied using the default settings.

3.7 Functional enrichment analysis

The derived clusters were functionally enriched with the annotation databas&ene Ontology
(GO). The proteins can be categorized into the following components: Molecular Function (MF),
Biological Process (BP) and Cellular Component (CC). In this research, the MFs and BPs are
further investigated. This allows to investigate which MFs and BPs are overrepresented in the
clusters. Only the clusters containing one or more of the important proteins, see section 1.1, were
further investigated and used for functional enrichment analysis.

This was achieved by making the cluster in question a STRING network by: Apds STRING

I STRING Network. Subsequently, the functional enrichment analysis could be performed by:
STRING enrichment! Retrieve functional enrichment. Thereafter only the Molecular function or
Biological process was chosen in the Filter STRING Enrichment table.



The False discovery rate(FDR) identi es which enriched GO terms are signi cantly present in the
cluster. The FDR limits the number of false positives and therefore increases the con dence of the
results. The lower the FDR value the more signi cant the result. The top ve MFs and BPs with
the lowest FDR values are visualised in the clusters.

4 Results

4.1 Consensus network

The expanded consensus 0.4 and 0.7 networks are shown respectively in Figure 10a and 10b. The
important proteins such as APP, Beta-Amyloid, APOE and Tau are coloured red. The other colours
belong to the respective dataset or overlapping datasets. The node size depends on the \tissue
nervous system" column. This value indicates the probability that the protein is located in the
nervous system. The more evidence the larger the node size of the protein and vice versa.

4.2 Network Analysis

The number of nodes per database is shown in Table 1, these numbers are the same for the expanded
consensus(0.4) network as for the expanded consensus(0.7) network, since the con dence cut-0
score only a ects the number of interactions that are allowed, thus the number of edges in the
network and not the number of proteins.

Table 1: Results of the number of nodes per database in the expanded consensus PPINSs.

Database Number of nodes
KEGG 84
STRING 1726
WikiPathway 1
STRING;WikiPathway 1
STRING;KEGG 41
WikiPathway;KEGG 115
STRING;WikiPathway;KEGG 136
STRING expansion 2000

Table 2 shows the network analysis of the di erent topology features that Cytoscape measures.
Both networks have the same number of proteins and only di er in the number of edges. The

di erences in the topology features can therefore only be explained by this property. Based on
Table 2 it is apparent that a higher con dence cut-o score results in a lower average number

of neighbours, network density and network centralisation. On the contrary, a higher con dence

cut-o score results in higher values for the other topology features.



Table 2: Results of the network topology analysis on both consensus expanded PPINS.

Consensus(0.4)+expansion Consensus(0.7)+expansion

Number of nodes 4104 4104

Number of edges 256599 96834

Avg. number of neighbours 124.564 47.094
Network diameter 5 8
Network radius 3 4

Characteristic path length 2.286 2.903

Clustering coe cient 0.356 0.416

Network density 0.030 0.012

Network heterogeneity 0.885 0.962

Network centralisation 0.312 0.112
Connected components 1 33

4.3 Gene expression data

4.3.1 Visualisation and analysis

The two datasets, GSE159699 and GSE104704, are overlayed with the consensus(0.4) and consen-
sus(0.7) PPINs. As shown in Table 3, the GSE159699 dataset contains 610 genes with an FDR
adjusted p-value below 0.05. These genes are signi cantly di erentially expressed in AD patients
compared to elderly people who do not have AD. Overlaying this dataset on the PPINs, identi ed

154 proteins in the consensus(0.4)+expansion and 153 proteins in the consensus(0.7)+expansion
PPINs that are signi cant. Similarly, the GSE104704 dataset contains 702 genes with an FDR
adjusted p-value below 0.05, out of which 174 proteins are in the consensus(0.4)+expansion PPIN.
The consensus(0.7)+expansion PPIN contains 173 signi cant proteins. Therefore, there is a slight

di erence in the number of signi cant proteins present in di erent datasets and thus also in the
PPINs.

Table 3: Number of signi cant genes present in the di erent datasets and PPINSs.

Number of Genes | Consensus(0.4)+expansion Consensus(0.7)+expansion
(FDR p <0.05) PPIN PPIN
GSE159699 610 154 153
GSE104704 702 174 173

As shown in Table 3 the cut-o score does not in uence the amount of signi cant proteins present
in the PPIN. Since the cut-o score only in uences the number of interactions and not the number
of proteins present. However, a di erence of one protein is present, probably due to the STRING
expansion done on the PPINS. This adds di erent second neighbour proteins and thus a small
di erence in the presence of the proteins in the consensus expanded networks.

The expression levels of the datasets are visualised in heatmaps, which provide an understanding
of the gene expression patterns among di erent conditions. The heatmaps clearly visualise the
di erent clusters of up- and downregulated genes indicating a di erence in expression patterns of
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AD in comparison with healthy elderly people. See Figure 11 for the heatmap of the GSE159699
dataset and Figure 12 for the GSE104704 dataset.

The overlayed gene expression datasets are represented in Figure 2 and Figure 3 where the colour
gradient corresponds to the LogFC value, indicating the up- or downregulation of the protein.
Downregulation is represented in green and upregulation in red. The large nodes contain a FDR
adjusted p-value below 0.05 and are therefore considered statistically signi cant. These proteins
are potentially interesting for this research since they indicate a strong probability of involvement

in AD.

The important proteins associated with AD, namely APP, Beta-amyloid, Tau and APOE, were
identi ed in Section 1.1. They are represented as large triangles in the visualisations to stand out.
Unexpectedly this analysis reveals that these proteins don't have a FDR adjusted p-value below
0.05. Therefore these proteins don't provide enough evidence for their dysregulation in AD and
thus are not statistically signi cant. This is surprising since these proteins are considered as the
main cause behind AD in literature research.

A comparison is made to analyse the presence of up- and downregulated proteins between the
two datasets, as shown in Table 4. There are overall more downregulated proteins present in both
datasets and thus also in the di erent PPINs. There are more statistically signi cant downregulated
proteins present, than upregulated proteins in all PPINs. Logically the GSE104704 dataset maps
more signi cant proteins on the PPINs since this dataset contains more statistically signi cant
genes.

Table 4. Representation of the number of up- or downregulated proteins present in each PPIN. In
addition, the number of statistically signi cant proteins present in each PPIN are represented.

FDR p <0.05 FDR p <0.05
Dataset Consensus Upregulated | Downregulated and and
Network Genes Genes Upregulated Downregulated
Genes Genes
GSE1596099 Consensus (0.4 1715 2170 39 114
+ expansion
GSE104704 COnsensus (0.4 1528 2270 33 141
+ expansion
GSE159699 Consensus (0.7 1690 2179 42 112
+ expansion
GSE104704 CONSensus (0.7 1527 2345 36 137
+expansion

The hub proteins were identi ed in both consensus PPINs. A hub protein has a higher connectivity
than the average connectivity present in the PPIN. The top ve hub proteins present in both
PPINs are mentioned in Table 5 and Table 6. A higher degree indicates higher connectivity within
the network, therefore these tables are ordered in descending order of the degree value. The FDR
adjusted p-value indicates that these top ve hub proteins are not considered di erentially expressed.
In addition, the LogFC value indicates whether these are up- or downregulated. The essential
proteins APP, APOE, Beta-amyloid and Tau are not part of the top ve most connective proteins
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present in the PPIN. The hub proteins are highly connective in the PPIN, but are not considered

di erentially expressed and are therefore not further considered in this research.

The top ve most statistically signi cant di erentially expressed genes in the GSE159699+consensus
(0.4)+expansion PPIN are represented in Table 7 and the GSE104704+consensus(0.4)+expansion
PPIN in Table 8. None of the top ve di erentially expressed proteins are considered hub proteins,
since their degree does not exceed the average number of neighbours in the consensus(0.4)+expansion
of 124.564. Reference is made to Table 2.

The top ve dierentially expressed genes of the consensus(0.7)+expansion overlayed with the
GSE159699 and GSE104704 dataset are respectively represented in Table 9 and Table 10. Likewise,
none of these top ve genes corresponding to a protein are considered hub proteins, since their
degree does not exceed the average number of neighbours present in the network of 47.095. Reference
is made to Table 2.

Table 5: Top ve hub proteins present in the consensus(0.4)+expansion PPIN. The table is ordered

in descending order of the degree.

Hubs Degree Adjusted p-value Adjusted p-value LogFC LogFC
GSE159699 GSE104704 GSE159699 | GSE104704
AKT1 1408.0 0.835 0.925 0.079 0.046
ACTB 1316.0 - - - -
GAPDH | 1287.0 0.123 0.093 -0.439 -0.473
TP53 1175.0 0.780 0.712 -0.12 -0.149
TNF 1133.0 - 0.820 - -0.785

Table 6: Top ve hub proteins present in the consensus(0.7)+expansion PPIN. The table is ordered

in descending order of the degree.

Hubs Degree Adjusted p-value Adjusted p-value LogFC LogFC
GSE159699 GSE104704 GSE159699 | GSE104704

TP53 504.0 0.780 0.712 -0.12 -0.149

SRC 493.0 0.884 0.831 -0.091 -0.126

RPS27A | 456.0 0.617 0.681 0.228 0.196

CTNNB1 | 453.0 0.693 0.605 -0.131 -0.165

AKT1 415.0 0.835 0.925 0.079 0.046
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Table 7: Top ve di erentially expressed genes present in the GSE159699+consensus(0.4)+expansion
PPIN ascending order of the FDR adjusted p-value.

Di erentially Adjusted

expressed Degree p-value G SLEO 195&599
gene GSE159699
VGF 41.0 7.98E-13 -2.428
RPH3A 44.0 4.68E-10 -1.502
CRH 121.0 1.04E-07 -2.447
PCSK1 67.0 9.08E-06 -1.891
NEURODG6 75.0 9.08E-06 -1.732

Table 8: Top ve di erentially expressed genes present in the GSE104704+consensus(0.4)+expansion
PPIN ascending order of the FDR adjusted p-value.

Di erentially Adjusted

expressed Degree p-value G SLEO f(l):f?o 4
gene GSE104704
VGF 41.0 1.15E-12 -2.465
RPH3A 44.0 2.56E-10 -1.535
CRH 121.0 6.99E-08 -2.48
DUSP6 71.0 3.88E-06 -0.964
PCSK1 67.0 5.89E-06 -1.929

Table 9: Top ve di erentially expressed genes present in the GSE159699+consensus(0.7)+expansion
PPIN ascending order of the FDR adjusted p-value.

Di erentially Adjusted

expressed Degree p-value G Sng 359%99
gene GSE159699
VGF 10.0 7.98E-13 -2.428
CRH 34.0 1.04E-07 -2.447
NEURODG6 1.0 9.08E-06 -1.732
PCSK1 9.0 9.08E-06 -1.891
MPO 32.0 3.20E-05 -2.098

4.4 Clustering & Functional enrichment analysis

Clusters were obtained from the consensus+expansion PPINs. The expanded consensus(0.4) network
yielded 31 clusters and the expanded consensus(0.7) resulted in 62 clusters. In total four clusters
were obtained containing one or more important proteins APP, APOE, Beta-amyloid and Tau,
identi ed in section 1.1. These clusters were functionally enriched with their MFs and BPs. The
MFs and BPs are represented by means of a donut chart around the protein. These are sometimes
lled with one or more colours corresponding to a function or process. Sometimes proteins do not
contain colours, because the function or process they belong to does not belong to the top ve most
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Table 10: Top ve di erentially expressed genes present in the GSE104704+consensus(0.7) +ex-

pansion PPIN on ascending order of the FDR adjusted p-value.

Di erentially Adjusted
expressed Degree p-value G SLEO 1g(|):4?70 4
gene GSE104704
VGF 10.0 1.15E-12 -2.465
CRH 34.0 6.99E-08 -2.48
PCSK1 9.0 5.89E-06 -1.929
NEURODG6 1.0 6.63E-06 -1.763
MPO 32.0 2.48E-05 -2.135

common functions or processes. Cluster 1 from the consensus(0.7)+expansion network is displayed
in Figure 13. Cluster 5 from the consensus(0.7)+expansion network is visualised in Figure 14. These
clusters are overlayed with gene expression data, however their images are not shown, since these
clusters are not used for further analysis. The clusters from the consensus(0.4)+expansion are used
for further analysis and are therefore visualised with their overlayed gene expression data. The
motivation behind this will be explained later on. Cluster 2 and 3 with overlayed gene expression
data from the consensus(0.4)+expansion are visualised in Figure 15 and Figure 16 respectively.

These four clusters were overlayed with the gene expression datasets GSE159699 and GSE104704.
An analysis was performed on all the proteins containing a FDR adjusted p-value below 0.05 in
order to identify the most statistically signi cant disrupted proteins in these clusters. The results of

this analysis are shown in Table 11. As mentioned earlier, the important proteins are not statistically
signi cant and therefore interest is shifted toward signi cantly disrupted proteins present in the
clusters containing one or more of these proteins. The top 15 proteins are represented based on
ascending order of the FDR adjusted p-value. The complete table containing this information on

all the proteins present in identi ed clusters below the FDR g 0.05 threshold is present on the
Gitlab: https://git.liacs.nl/s2839334/alzheimer-WikiPathway-convert-ids.

This shortened table version displays only proteins present in the clusters from the consen-
sus(0.4)+expansion PPIN. Due to more proteins present in the clusters from this PPIN, the
0.4 cut-o score allows for more interactions, creating larger clusters. Since more proteins present
allow for more proteins to be mapped onto the datasets and thus a higher amount of proteins
containing a FDR p<0.05.

From this table, the three most important proteins can easily be identi ed. Namely, MPO and SELE

in cluster 2 derived from the consensus(0.4)+expansion, their signi cance is supported by both
datasets. In addition, EGRL1 is present in cluster 3 also derived from the consensus(0.4)+expansion
and considered statistically signi cant in both datasets. As indicated by the LogFC column these
genes are all downregulated in AD. The top three di erentially expressed proteins present in the
clusters are further analysed.
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